Cachexia affects about 80% of gastrointestinal cancer patients. This multifactorial syndrome resulting in involuntary and continuous weight loss is accompanied by systemic inflammation and immune cell infiltration in various tissues. Understanding the interactions among tumor, immune cells, and peripheral tissues could help attenuating systemic inflammation. Therefore, we investigated inflammation in the subcutaneous adipose tissue and in the tumor, in weight stable and cachectic cancer patients with same diagnosis, in order to establish correlations between tumor microenvironment and secretory pattern with adipose tissue and systemic inflammation. Infiltrating monocyte phenotypes of subcutaneous and tumor vascular-stromal fraction were identified by flow cytometry. Gene and protein expression of inflammatory and chemotactic factors was measured with qRT-PCR and Multiplex Magpix ® system, respectively. Subcutaneous vascular-stromal fraction exhibited no differences in regard to macrophage subtypes, while in the tumor, the percentage of M2 macrophages was decreased in the cachectic patients, in comparison to weight-stable counterparts. CCL3, CCL4, and IL-1β expression was higher in the adipose tissue and tumor tissue in the cachectic group. In both tissues, chemotactic factors were positively correlated with IL-1β. Furthermore, positive correlations were found for the content of chemoattractants and cytokines in the tumor and adipose tissue. The results strongly suggest that the crosstalk between the tumor and peripheral tissues is more pronounced in cachectic patients, compared to weight-stable patients with the same tumor diagnosis.
inTrODUcTiOn Cachexia is a multifactorial and multi-organ syndrome characterized by continuous and involuntary weight loss and by systemic inflammation (1, 2) . This syndrome was described about 2000 years ago by Hippocrates and is a common feature of several diseases, such as chronic obstructive pulmonary disease, chronic heart failure, chronic infection, and cancer (3) .
In cancer, cachexia is present in approximately 50% of all patients and in up to 80% of patients with advanced disease, reducing tolerance to treatment, therapeutic response, and quality of life and survival (4) . Among 22-40% of all cancer deaths are directly caused by cachexia (5), and its incidence varies among the different types of cancer, being of around 80% in pancreas and gastrointestinal cancer patients, and of 60% in lung cancer patients (6) .
An important feature of cachexia is chronic systemic inflammation and, paradoxically, immunosuppression (7) . Mediators produced by both the tumor and the host induce intracellular changes directly associated with persistent inflammation (8) . The sources of the inflammatory factors in cachexia are plenty, including tumor cells, tumor infiltrating cells along with peripheral tissue parenchymal cells and associated infiltrating cells (9) . Thus, an intricate tumor-host interaction is established, promoting an imbalance that favors the pro-inflammatory over the anti-inflammatory status (10, 11) .
Solid tumors often present infiltrating immune cells and release cytokines into surrounding tissues and into the bloodstream (12) . The immune cells within tumor microenvironment consist of various phenotypes, among which myeloid-derived suppressor cells, dendritic cells, natural killers, T cells, and macrophages (13) . The infiltrate contributes to tumor growth and also to microenvironment remodeling; while the release of cytokines into the bloodstream promotes tissue and organ functional impairment as a result of systemic inflammation (12) . Studies with models have shown that the host's tissues play a key role in sustaining systemic inflammation and inducting cachexia (14) (15) (16) (17) .
However, as far as we know, there are no reports in the literature comparing the cytokine secretory profile of tumors of cachectic and non-cachectic cancer patients matched for tumor type and stage. It is very possible that inflammatory factors secreted by the tumor are the culprit, eliciting secondary tissue inflammation, will as a consequence, fuel systemic inflammation. Argilés et al. review the large number of cytokines that might be responsible for the metabolic changes associated with cancer wasting (18) . We have consistently found that WAT (white adipose tissue) is a contributor to systemic inflammation, as both adipocytes and infiltrating immune cells are capable of releasing cytokines in animal models of cachexia. Nevertheless, the mechanisms that trigger adipose inflammation in cancer cachexia are not fully elucidated. We hypothesize that differences in tumor microenvironment and secretion pattern in patients with the same diagnosis and tumor stage could be associated with the presence or absence of cachexia-related peripheral tissue inflammation.
The aim of the present study was therefore, to examine the secretory profile of tumors of cachectic and non-cachectic patients with matched tumor diagnosis and relate to the results with local white adipose tissue and systemic inflammation.
MaTerials anD MeThODs subjects
Twenty-three cancer patients (60.53 ± 13.08 years old) participated in the study. The study was approved by the University of São Paulo Biomedical Sciences Institute Ethics Committee (1004/CEP) and by the University Hospital Ethics Committee (CEP-HU/USP: 752/07) in accordance to the Declaration of Helsinki (2013). All participants signed an informed consent prior to engaging in the study. The inclusion criteria were: not having received anticancer or continuous anti-inflammatory treatment and willingness to participate. The exclusion criteria were: liver failure, renal failure, AIDS, inflammatory diseases of the bowel, and autoimmune disorders. Patient group division was based on the criteria proposed by Evans et al. (19) . Characteristics of the subjects are summarized in Table 4 .
realtime Pcr
Total RNA was isolated from samples, with Trizol ® reagent (Invitrogen, Carlsbad, CA, USA) following the manufacturer's recommendations, and then homogenized. RNA concentrations were determined by measuring the absorbance in 260/280 nm in Synergy H1 Multi-Mode Reader (Thermo Fisher Scientific Inc., Waltham, MA, USA). Complementary DNA synthesis was carried out using the high capacity cDNA reverse transcription kit (Life Technologies, Grand Island, NY, USA), which consisted of an assay mix containing 1 μg total RNA, 2 μL 10× RT Buffer, 0.8 μL 25× dNTP mix (100 mM), 2 μL 10× Random primers, 1 μL MultiScribe™ Reverse Transcriptase, and 4.2 μL of nuclease-free water in a final volume of 20 μL. The thermal cycler conditions were: 25°C for 10 min, then 37°C for 120 min followed by 85°C for 5 min. Then, 20 ng of cDNA was mixed with 2× SYBR Green fast PCR master mix -and primers ( Table 1 ) (Life Technologies, Grand Island, NY, USA) -in a final volume of 10 μL for qPCR, performed in the Quantstudio 12K Real Time Systems (Life Technologies, Grand Island, NY, USA). The mRNA levels were determined by the comparative Ct method. For each sample, a ΔCt value was obtained by subtracting RPL-27 or HPRT1 gene values from those of the gene of interest. The average ΔCt value of the control group was then subtracted from the sample to derive a −ΔΔCt value. The expression of each gene was evaluated by 2−ΔΔCt, according to Livak and Schmittgen (20) .
Multiplex analysis of sample Protein content
Samples of the tumor and subcutaneous adipose tissue from the experimental groups were incubated with the mixture of Magplex microspheres and covered with the specific antibodies for 2 h. The detection of target antigens bound to the microspheres was performed with a mixture of biotinylated capture antibodies after incubation for 1 h followed by incubation with streptavidin labeled with phycoerithrin for 30 min. The microspheres were then analyzed with the phycoerithrin Magpix ® instrument (Life Technologies, Grand Island, NY, USA). Each cytokine value immunophenotyping by Flow cytometry
Preparation of Adipose Tissue and Tumor Cells for Flow Cytometry
Fractions of subcutaneous adipose tissue and tumor were obtained, any lymph nodes were carefully removed, and the tissues were placed in either DMEM (Dulbecco's Modified Eagle Medium) or HBSS (Hank's Balanced Salt Solution). The tissue fragments were then digested for 40 min at 37°C in these culture media containing collagenase type I (280 U/ml) (Sigma Aldrich) under agitation. The samples were filtered through fine plastic mesh and washed with respective media.
Finally, cells of vascular-stromal fraction were separated by centrifugation at 500 g for 5 min. The cells of the stromal-vascular fraction of adipose tissue were resuspended and washed twice with culture medium and centrifuged again at 500 g, for 5 min. The cells were resuspended in 500 μL of FBS and dimethyl sulfoxide (DMSO) and stored in liquid nitrogen until processing for flow cytometry.
cell surface antigens for Flow cytometry
The samples were rapidly thawed in a water bath at 37°C, washed with culture medium, and pelleted at 600 g for 10 min at 4°C. Compensation of the flow cytometer (FACSCanto II -BD Biosciences) was performed with compensating beads and then the gates were determined for the analysis of cell populations of interest ( Figure S1 in Supplementary Material).
The fluorochrome conjugated antibodies (listed in Table 3 ) of the macrophage panels were added to the samples, and these were incubated for 30 min at 4°C, in the dark. The labeled cells were washed, centrifuged 400 g for 5 min, resuspended in 500 μL of DMEM, and detected by BD FACSCanto TM II cytometer. 
resUlTs general characteristics of Patients
The general characteristics of patients are illustrated in Table 4 . No statistical differences were found in regard to age and height between the groups. Body mass in the 12 months before engagement in the study, as informed by the patients at moment of the recruitment interview, showed no statistical differences between groups, while baseline body mass of the cachectic cancer group was lower (in average 11%), when compared with the weight-stable cancer group, although not statistically significant (p = 0.07). When comparing the difference between previously (considered the cutoff point for cachexia), was significantly lower than that of WSC. C-reactive protein, albumin, hemoglobin, and IL-6, biochemical markers of cachexia, were also evaluated. CRP plasma content -the most widely accepted index of systemic inflammation -was higher in CC than in WSC (p = 0.0026).
Similarly, plasma IL-6 levels were significantly higher in cachectic cancer patients (CC) (p = 0.0119). Additionally, serum hemoglobin levels of CC were consistently lower when compared with WSC (p = 0.0064). Serum albumin levels were not significantly different between groups (p = 0.316).
Tumor gene expression analysis
Gene expression of the pro-inflammatory cytokines TNF-α and CCL2 in the tumor were increased in CC compared to WSC, p = 0.020 and p = 0.0354, respectively (Figures 1A-B) . No statistically significant difference in mRNA concentration of VEGF (angiogenesis factor), IL-6, IL-1β, IFN-γ, PIF, ZAG, IL-10, between WSC and CC could be detected, as shown in Table 5 .
subcutaneous adipose Tissue gene expression analysis
As previously described, we found that gene expression of TNF-α, IL-1β, and MCP-1/CCL2 were significantly higher in cachectic cancer patients when compared with WSC. IL-6 and IFN-γ gene expression showed no differences among the groups.
Tumor Protein expression analysis
Protein expression of chemoattractant factors in tumor tissue CCL [(chemokine (C-C motif) ligand)]-2, CCL4, CCL5 was not significantly different between the groups as shown in Table 6 . However, CCL3, also known as macrophage inflammatory protein 1 alpha, was higher in CC in relation to WSC (p = 0.043) (Figure 2A ). The protein concentrations of different pro-and anti-inflammatory cytokines and cachexia-related factors in cachectic and non-cachectic cancer are shown in Table 6 . Among the proinflammatory cytokines, IL-1β was increased in CC compared to WSC (p = 0.041) (Figure 2B ). Protein concentration of IP-10, a chemokine secreted by interferon stimulated cells was not significantly different but showed a tendency to be significantly higher in CC (p = 0.092). Other inflammatory cytokines such as IFN-γ and IL-6 were not significantly different between the groups. Members of the tumor necrosis factor family TNF-α and TNF-β were also not statistically different in CC compared to WSC. The protein concentration of anti-inflammatory interleukins IL-10 was not different (p = 0.9652) between groups, yet that IL-13 (p = 0.007) was lower in CC in compared WSC ( Figure 2C) . Table 7 . We found no statistical difference for CCL2, CCL3 and CCL5 in subcutaneous adipose tissue ( Table 7) . CCL4 protein expression was higher in CC, when compared with WSC ( Figure 3A) . Anti-as well as pro-inflammatory cytokines (IFN-α, IL-10, IL-13, IL-6, IP-10, and TNF-α) did not exhibit differences between the two studied groups ( Table 7) . The pro-inflammatory IL-1β and TNF-β cytokines protein expression presented higher levels in CC in relation to WSC (Figures 3B,C, respectively) .
immunophenotyping by cytometry
The characterization of the different phenotypes within the total population of infiltrating macrophages in the tumor microenvironment is shown in Figure 4 . The incidence of macrophages with anti-inflammatory profile (M2 macrophages -CD11b CD14++ CXCR4+) was significantly lower in CC, compared to WSC (p = 0.007). Macrophages with inflammatory profile (M1 macrophages -CD11b+ CD14++ CCR7+) were found in similar numbers in the tumors of both groups.
The analysis of the stromal-vascular fraction of the subcutaneous adipose tissue yielded no statistic difference in concern to M1M2 macrophage (CD11b CD14 Figures 5A-C,  respectively) .
correlations analysis
Non-parametric correlation (Spearman) analysis between chemokine (C-C motif) ligand (CCL)-3 and CCL-4 with the protein expression of the cytokine anti-inflammatory cytokine IL-13 in the tumor of cachectic patients was found to be significant (p = 0.0089); while the relationship between CCL4 and IL-13 (p = 0.147) was not (Figures 6D,H) . Analysis of correlation of CCL3 with the protein expression of the inflammatory cytokine IL-1B showed positive relationship (CCL3/IL-1β) (p = 0.0059) (Figure 6E) . Whether the CCL4/IL-1β correlation (p = 0.0897) (Figure 6F ) nor of CCL3 with %macrophages were found to be significant (Figures 6A-C) .
When non-parametric correlation (Spearman) analysis was carried out in regard to macrophages and CCL4 in the subcutaneous adipose tissue, no statistical correlations were observed for M1M2 macrophages not for M1 macrophages, or M2 macrophages (Figures 7A-C, respectively) . Furthermore, non-parametric correlation for CCL4 and IL-1β was found not to be significant, whereas that between CCL4 and TNF-β was significant ( Figures 7D,E, respectively) .
Finally, we performed non-parametric correlation (Spearman) analysis for CCL4 in the subcutaneous adipose tissue and for CCL3 in the tumor, having found a statistically significant positive correlation (p = 0.0448) only for the cachectic patients (Figure 8A ). When the relationship of TNF-α in the subcutaneous adipose tissue and TNF-β in the tumor was analyzed, no statistical significance was found for CC (p = 0.0892) (Figure 8B) . A tendency for positive correlation between IL-10 in subcutaneous adipose tissue and in the tumor (p = 0.0978) (Figure 8C ).
DiscUssiOn
Cancer cachexia remains a major health problem worldwide as prevalence of cancer is on the rise. This syndrome is frequently undiagnosed and rarely treated, resulting in compromising of treatment and shortened survival (1, 10) . Weight loss is the most visible feature of cachexia, yet some early metabolic and inflammatory changes precede the establishment of the most evident symptoms. The cachectic patients in the study, beyond presenting severe weight loss in the previous 6 months, exhibited systemic inflammation and anemia (CRP >5.0 mg/L, IL-6 >4 pg/mL, Hb <12 g/dL), in accordance to that proposed by Evans et al. (19) , but no alterations of circulating albumin levels.
Cachexia-associated inflammation is the result of many alterations acting in concert, among which, the secretion of inflammation-promoting factors by the tumor itself. This, on the other hand, may elicit tissue and organ local sustained inflammation, in a vicious cycle. One such mechanism has been proposed to exist in cancer patients (2, 21) . FigUre 3 | ccl4, il-1β, and TnF-β protein expression in subcutaneous adipose tissue. Data expressed as mean ± SE. *Significant difference CC vs. WSC group. CCL4, chemokine (C-C motif) ligand 4 (a); IL-1β, interleukin 1β (B); TNF-β, tumor necrosis factor β (c). WSC (n = 11) and CC (n = 12).
Obesity research has provided solid evidence that the adipose tissue is an important player in the onset and maintenance of systemic inflammation (22) . Indeed, the adipose tissue produces numerous bioactive molecules as TNF-α, IL-1β, IL-6, CCL2, to cite a few; all of which are able to act in an autocrine, paracrine, and endocrine manner, hence reaching the blood stream and promoting the crosstalk with other tissues (23) .
In cancer cachexia, we have previously shown evidence that the white adipose tissue is a potential contributor for systemic inflammation, as it suffers comprehensive rearrangement and immune cell infiltration, in association with robustly increased secretion of inflammatory factors (15, (24) (25) (26) . Furthermore, the white adipose tissue of Walker 256 tumor-bearing rats was found to be infiltrated with monocytes (24), and we recently reported immune infiltration in cachectic cancer patients (25) .
In another recent study employing the animal model of cachexia, we found up-regulation of IL-1β expression and activation of NF-κB and of the inflammasome pathways in adipocytes, and evidence of a major contribution of the vascular-stromal fraction of the retroperitoneal adipose tissue to tissue inflammation (26) . In the current study, we have similarly found a population of infiltrated macrophages in the subcutaneous adipose tissue of cachectic patients, despite lack of statistical difference between the cachectic and non-cachectic groups in regard to the predominance of different macrophage phenotypes (M1M2, M1, and M2).
We also previously reported that NF-κBp65 gene expression is increased in the subcutaneous white adipose tissue of cachectic cancer patients, concomitantly to up-regulation of its inflammatory target genes IL-1β, TNF-α, CCL2/MCP-1, and IκB-α. Haugen et al. also found alterations in gene expression, including of TNF-α and CCL2, in the intra-abdominal adipose tissue, which was associated with reduced fat mass in patients with pancreatic cancer (27, 28) .
To our knowledge, we are the first to show that the subcutaneous adipose tissue of cachectic patients presents higher CCL4 protein content in relation to WSC with matched tumor diagnosis. Increased CCL4 gene expression was found by Wu et al. (29) in the adipose tissue of obese mice, with concomitant augment of the number infiltrating leukocytes. In the present study, increased IL-1β and TNF-β protein expression was also detected, corroborating our previous findings (27) .
However, what are the stimuli inducing adipose inflammation? The group of Michael Tisdale has approached, in several studies (10, (30) (31) (32) , the role of tumor-derived factors in the onset of cachexia. Therefore, the main aim of the present study was to address the eventual differences in tumor microenvironment in cachectic and weight-stable cancer patients that could be possibly linked to the presence of cachexia. For that purpose, we evaluated gene and protein expression of inflammatory markers in tumor tissue, along with the profile of infiltrating macrophages in the tumor microenvironment. The first aspect examined was the expression of the tumor-derived factors described to take part in cachexia. Much to our surprise, it was actually the weight-stable group who presented higher values for lipid mobilizing factor (ZAG), while proteolysis inducing factor (PIF) was higher in cachectic patients. The literature provides evidence that these factors are present in cachexia, but no study, has to our knowledge, compared patients with matched tumor diagnosis with and without cachexia. Therefore, it is not impossible to speculate that tumor-derived factors actually have a role in inducing a better immune and metabolic regulatory response to the presence of the tumor. More studies are, nevertheless, required to further elucidate the importance of specific tumor-originated factors.
The microenvironment of solid tumors consists of tumor cells, infiltrating immune cells and matrix components (33, 34) . In whole tumor tissue samples, we found higher TNF-α and CCL2 gene expression, along with higher CCL3 protein expression in cachectic patients, as compared to WSC. Billingsley et al. have reported similar results with in vitro studies in regard to TNF-α, IL-6, and leukemia inhibitory factor (LIF), in which co-culture of TNF-α with tumor cells augmented significantly cytokine production (35) .
We have presently analyzed inflammation-related factors in whole tumor samples, having found that the pro-inflammatory cytokine IL-1β and the anti-inflammatory cytokine IL13 expression was altered (higher and lower, respectively) in cachectic cancer patients, as compared to WSC. The classical studies regarding tumor progression were initially driven to understand intrinsic changes in malignant cells (23) . In the recent years, aspects related with the tumor microenvironment and to the host's response to tumor progression have received more attention, and specially, the infiltrating immune cells, as their presence is associated with persistent inflammatory states (36, 37) .
In order to establish whether tumors from cachectic patients and from WSC were different in terms of infiltration macrophage populations, we employed specific markers to identify macrophage sub-phenotypes. The results show fewer M2 macrophages in tumors of cachectic cancer patients, as compared with the weight stable group. Weber et al. demonstrated in patients with oral squamous cell carcinoma that increased polarization of macrophages toward a M2 phenotype is potentially correlated with a negative influence on tumor biology, resulting in more aggressive tumors (38) . We failed to encounter studies in the literature that associate tumor infiltrating macrophage population with the presence of cachexia.
Considering that several inflammatory signaling pathways work in concert in promotion of inflammation, we performed Spearman's correlation tests for tumor and subcutaneous adipose tissue data. The results show that CCL3 protein levels present a positive correlation with the expression of pro-inflammatory IL-1β protein in the patients' tumors. In the subcutaneous adipose tissue, we report a positive correlation between CCL4 and TNF-β. These data corroborate the idea of complex and active interaction between the tumor and peripheral tissues, with major involvement of infiltrating immune cells.
The limitations of the study should be acknowledged. The previous body mass was informed by patients, and thus inaccuracies regarding this parameter are possible. Owing to human tissue sample implicit variation, some of the analyses were not performed with the total number of patients formerly enrolled, as some samples fell out of the detection range of the assays. The relative contribution of infiltrating monocytes for tissue inflammation was not assessed. Experiments with isolated cell populations are now being conducted.
cOnclUsiOn
The results provide evidence that tumors from cachectic and weight stable cancer patients with same diagnosis show different secretory profile in regard to inflammatory factors and different macrophage phenotype percentage. An association between tumor-originated factors and adipose tissue inflammatory changes is proposed, as a positive correlation was found between tumor and adipose tissue-derived cytokines and inflammatory factors. 
